[Abstract] Murine pharmacokinetics (PK) represents the absorption, distribution, metabolism, and elimination of drugs from the body, which helps to guide clinical studies, ultimately resulting in more effective drug treatment. The purpose of this protocol is to describe a serial bleeding protocol, obtaining blood samples at six time points from single mouse to yield a complete PK profile. This protocol has proved to be rapid, highly repeatable, and relatively easy to acquire. Comparing with the conventional PK studies, this method not only dramatically reduces animal usage, but also decreases sample variation obtained from different animals.
B. Preparation
Depends on the number of the mice and the PK time points involved in the PK study, the preparation of the work can be done the day before or on the same day of the PK study. We separated mice with two mice per cage to ensure the easy accessibility and smooth transaction to each team participants during the study. We weighed the mice, numbered the mice on the tail, calculated the drug volume based on the body weight. Label two sets of 0.5 ml sample collection tubes, for blood and serum samples respectively. The mice information, drug injection volume, drug injection and collection time points were summarized in the Table 1 . On the day of the PK study, team member performed their assigned duty according to the instruction. Videos 1 and 5 show the layout of the blood collection and process platforms. Copyright Drugs are prepared on the day of PK experiment at room temperature. Dissolve Nilotinib in 0.5% (w/v) HPMC (hydroxypropyl methylcellulose), sonicate to make working suspension at 10 mg/ml within 1 h of administration. Paclitaxel was formulated in Cremophor EL/ethanol (1:1) at 6 mg/ml and diluted in normal saline, vortexed to make 2 mg/ml working solution right before injection.
D. Drug administration
Paclitaxel is given by intra-venous bolus in the tail vein at a dose of 10 mg/kg, 100 mg/kg nilotinib or an equivalent volume of vehicle control (0.5% HPMC) given by oral gavage 30 min before paclitaxel (Table 1 ). Note: The precise dosing of the drug at the specific time point is critical.
E. Blood collection
As illustrated in Figure 1 , we collect blood samples (30 μl each) from individual mice at selected time points: 5, 10, and 15 min from the submandibular vein using a lancet. At 30 and 60 min time points, we anesthetize the mouse using isoflurane, collect blood from the retro-orbital venous plexus using a heparinized capillary. At 120 min, collect blood by cardiac puncture using a syringe and needle. 
